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COMPOSITION AND METHOD FOR TREATING CANCERS 
CHARACTERIZED BY OVER-EXPRESSION OF THE C-FMS PROTO-ONCOGENE 

The present invention refers generally to the treatment 
of a variety of cancers characterized by the over-expression 
of the protein receptor, c-fms. More specifically, the 
invention refers to a composition for such treatment 
including the M-CSF polypeptide linked to a cytotoxic agent. 

BACKGROUND OF THE INVENTION 
A variety of oncogenes have been associated with 
specific cancers. The oncogene fms has come under recent 
- s c r u tl^ ffi > ' ft jj j jW < 1 "Q tl *^^ l^^tfBtreatic, 
ovarian, renal, and possibly other carcinomas, including 
acute myelocytic leukemia (AKL) * See, e.g., D- J. Slamon et 
al, Science . 224 :256-262 (1984); C. Walker et al, PrPC. Nfltl t 
Acad . Sci . . USA , : 1804-1808 (April .1987). See also, J. K« 
Ohyashiki et al, Cancer Genet. Cvtoaenet. , 2^:341-350 (1987); 
H, D. Preisler et al , Cancer Research , 4_7:87 4-880 (Feb. 
11*11 i C. W. Rett enmier et al, JL«. Cell. Biochem , , 33:109-115 
(1987) ; and R. Sacca et al , Proc . Natl. Acad. Sci. USA , 
£2:3331-3335 (1986). The product of the c-fms proto-oncogene 
is believed to be related to, and possibly identical with, a 
receptor of macrophage colony-stimulating factor (M-CSF) . 
See, e.g., c. J. Sherr et al, £fill, 11:665-676 (1985); 

There remains a need in the treatment of such cancers 
for therapeutic products capable of destroying the carcinoma 
cells without severely adversely affecting the patient 
otherwise • 

BRIEF DESCRIPTION OF THE INVENTION 
As one aspect of the invention there is provided a 
composition for treating cancers which are characterized by 
high level expression of the c-fms proto-oncogene/M-CSF 
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receptor gene. The composition includes M-CSF polypeptide 
(or the active fragment thereof) crosslinked to a cytotoxic 
agent, which is . capable of crossing the membrane of the cell 
bearing the c-fms gene product/M-CSF receptor and acting in 
the cytoplasm to destroy the cell. Preferred cytotoxic 
agents include A and B chain toxins, A chain toxins and 
genetically engineered toxins. 

In a further embodiment the composition may comprise a 
monoclonal antibody (or a portion thereof) to c-fms gene 
product/M-CSF receptor conjugated to a cytotoxic agent. This 
monoclonal moiety recognizes and binds to the c-fms gene 
product/M-CSF receptor. Antibody conjugates for the delivery 
of compounds to target sites . and methods for preparing the 
same are known in the art. See e.g. U.S. Patent 4,-671,956. - 

-*^T?f!l v,? a™£ urther aspect of the invention involves a 

method for making the M-CSF/cytotoxic agent composition. The 
M-CSF and toxin may be linked by employing one or more 
heterofunctional or bifunctional protein cross linkers or by 
genetic fusion. The bifunctional cro3S-linkers are chosen to 
ensure that the M-CSF/toxin composition is stable while the 
composition is homing to the target cell. At the same time 
t he crosslinker has to permit the release of the toxi n 
portion after the M-CSF/toxin composition has entered the 
cell. See, e.g. Molecular Action of Toxins and Viruses , P. 
Cohen and S. van Heyningen, eds., Elsevier, New York, pp51- 
105 (1982). 

As another aspect there is disclosed a method for 
treating cancers characterized by an over-expression of the 
c-fms proto- oncogene/M-CSF receptor gene. This method 
involves regionally administering to the in vivo site of such 
a cancer, the composition of the invention, or, 
alternatively, administering the composition in an £X vivo 
purging treatment of a mixture of cells. The composition 
acts by attaching to the c-fms protein on the carcinoma and 
delivering the toxin through the cell membrane, where the 
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toxin destroys the cell- Among such receptor over- 
expressing cancers are acute myelocytic leukemia, ovarian 
carcinoma, lung carcinoma, and those recited above. 

Other aspects and advantages of the present invention 
will be apparent upon consideration of the following detailed 
description of the invention, including illustrative examples 
of the practice thereof. 

BRIEF DESCRIPTION OF "THE DRAWINGS 

Fig. 1 illustrates a DNA and amino acid sequence for an 
M-CSF polypeptide. 

DETAILED DESCRIPTION OF THE INVENTION 

The therapeutic composition of the invention is a 
^"j"gf'f * nf» MT(KF^fhi(\b+i.8rV f lP* hleL of binding to the c-fms 
proto-onco'gene/M-CSF receptor gene • product on certain cancer 
cells, and a cytotoxic agent capable of being transported 
through the cell membrane and acting in the cytoplasm to 
destroy the cell. 

The M-CSF for use in the present invention may be 
recovered from natural sources and purified. (See e.g, UK 
Patent 2,016-, 477 and PCT published application WO86/04587) . 
Al£era¥tively/"the M^sT" nay " be" pr^duc -"One- 
possible recombinant M-CSF polypeptide useful in the present 
invention has been described in PCT published application 
WO86/04607. Another M-CSF polypeptide is described in co- 
pending, co-owned US patent application SN940 / 3 62 and in G. 
G. Wong et al, Science , 215:1504-1508 (1987). The amino acid 
and DNA sequence of the M-CSF described therein is presented 
hereto in Fig. 1. Other forms of M-CSF bearing the active 
site thereof may also be employed in this composition, 
including synthetically produced polypeptides or polypeptides- 
modified by recombinant means. 

The term "M-CSF 11 is herein defined as including the 
naturally occurring human polypeptide M-CSF and naturally- 
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occurring allelic variations of the polypeptide. Allelic 
variations are naturally-occurring base changes in the 
species population which may or may not result in an amino' 
acid change in a polypeptide or protein. Additionally 
included in this definition are both recombinant and 
synthetic versions of the polypeptide M-CSF, which may 
contain induced modifications in the peptide and DNA 
sequences thereof. 

For example, the M-CSF polypeptide in the composition of 
the present invention may be characterized by a peptide 
sequence the same as or substantially homologous to the amino 
acid sequence illustrated in Fig. 1. These sequences may be 
encoded by the DNA sequence depicted in Fig. 1 or sequences 
containing allelic variations in base or amino acid sequence 
or deliberately modified structures coding for polypeptides 
with M-CSF biolbgical properties. * 

Synthetic M-CSF proteins for use in the composition of 
the present invention may wholly or partially duplicate 
continuous sequences of the amino acid residues of Fig. 1. 
These sequences, by. virtue of sharing structural and 
conformational characteristics with M-CSF polypeptides, e.g., 
the active site of the polypeptide of Fig.. 1, may also 
po s ses*s"jf- ~CS F ~bl ~ol og ic~ al "prop~ert i es . Thus s yn thet ic or 
recombinant polypeptides or fragments thereof may also .be 
employed as biological or immunological equivalents for M-CSF 
polypeptides in the composition and methods of the present 
invention. 

M-CSF , as used in the present invention also includes 
factors encoded by sequences similar to Fig. l, but into 
which modifications are naturally provided or deliberately 
engineered. Modifications in the peptide or sequence of 

M-CSF can be made by one skilled in the art using known 
techniques. Specific modifications of interest in the M-CSF 
related sequences may include the replacement of one or more 
of the nine cysteine residues in the coding sequence with 
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other amino acids. Preferably several cysteines in each 
sequence are replaced with another amino acid, e.g. serine, 
to eliminate the disulfide bridges at those points in the 
protein. For example, lysine at amino acid position 163 
(Fig. l) could be deleted or substituted with another amino 
acid in order to eliminate the sensitivity of this region of 
M-CSF to trypsin-like proteases. Mutagenic techniques for 
such replacement are well known to one skilled in the art. 
[See, e.g., United States patent 4,518,584.] 

Other specific mutations of the sequence of M-CSF 
described herein involve modifications of one or more of the 
glycosylat ion sites in the sequence. The absence of 
glycosylation or only partial glycosylation results from 
amino acid substitution or deletion at one, two, three or all 
of the asparagine-linked glycosylation recognition Gites 
present in the sequence of M-CSF; The asparagine-linked 
glycosylation recognition sites comprise tripeptide sequences 
which are specifically recognized by appropriate cellular 
glycosylation en2ymes. These tripeptide sequences are either 
asparagine-X-threonine or asparagine-X-serine, where X is 
usually any amino acid. A variety of amino acid 
substitutions or deletions at one or both of the first or 
third amino acid positions of a glycosylation recognition 
site (and/or amino acid deletion at the second position) 
results in non-glycosylation at the modified tripeptide 
sequence. Modification and variation of the types of 
oligosaccharides which attach to the 0 or N-linked 
glycosylation sites can occur by production of the sequence 
in either mamnalian, bacterial, yeast or insect cells • Such 
modifications in the proteins are also encompassed by the 
term M-CSF. 

Yet further modifications of M-CSF polypeptides may 
employ sequences which are designed for improved 
pharmacokinetics, by, e.g., association with polyethylene 
glycol. Alternatively, the last 25 to 35 amino acids of the 
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mature protein can be eliminated by appropriate gene deletion 
techniques to provide another form of M-CSF for use in the 
present invention. Such a deleted M-CSF may have use in' 
genetic fusion to a cytotoxic agent . Amino acid residues 4 64 
to 485 comprise a potential hydrophobic membrane- 
penetrating region. An M-CSF molecule that contains this 
sequence may desirably be employed in the composition of the 
invention, because these residues may embed the conjugate in 
the cell membrane, thereby aiding in the' transfer of the 
cytotoxic agent into the cytosol. 

An exemplary DNA, sequence for the production of various 
M-CSF peptides have been deposited with the American Type 
Culture Collection, 12301 Parklawn Drive, RocJcville, KD. The 
cDNA sequence illustrated in Fig, 1 below in vector p3ACSF- 
69, included in E. coli HB101 has been deposited on April 16, 
198 6 and given accession number ATCC 67092. This deposit was 
made under the Budapest Treaty on the International 
Recognition of the Deposit of Microorganisms for the Purposes 
of Patent Procedure and the Regulations thereunder (Budapest 
Treaty) . 

The- cytotoxic agent linked to the M-CSF polypeptide is 
preferably a toxin or chemical agent which is capable of 
acting in the cytoplasm- Toxins may be employed which have a 
translocation property to move it through the cell membrane 
and a cytolytic domain, which provides its killing ability. 
One preferable class of toxins well-suited for this 
composition consists of two functionally different .parts, 
termed A and B, which are connected by a disulfide bond. The 
A chain portion contains the enzymatic activity that enters 
the cytosol and kills the cell. The B chain moiety is 
responsible for binding of the toxin to the cell and 
presumably contains a domain that aids the A chain in 
crossing the cell membrane- Exemplary toxins for such use 
include native or genetically engineered ricin, abrin, 
modeccin, viscumin, Pseudononas aeruginosa exotoxin, 
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Diphtheria toxin, Cholera toxin, Shicella toxin and 5. coli 
heat labile toxin. The toxin portion of a conjugate prepared 
according to the invention can consist of the cytotoxic A 
chain portion only, the native holotoxin, or an engineered 
holotoxin, i.e., a toxin lacking its lectin binding property- 
Other toxins which have only a single chain (an A chain 
portion) may also be employed. Examples of these toxins are 
ribosome inactivating proteins, such as pokeweed antiviral 
protein and gelonin. See, L. Barbieri et al, Cancer Surveys , 
.1 : 489-520 (1982) for a more complete list of ribosome 
inactivating proteins. 

Mutant toxins or genetically engineered toxiss may also 
be employed. Additionally microbially produced cytotoxic 
agents, and other non-protein organic molecules may be used 
as cytotoxic agents. The M-CSF ligand can also be linked to 
cytotoxic' drugs, such as anthracyclines, e.g., doxorubicin, 
daunomycin, and the vinca alkaloids, such as, vindesine, 
vinblastine, vincristine. Methotrexate and its derivatives 
nay also be employed as cytotoxic agents. More effective 
agents are those in which many molecules (between 5 to 50) of. 
the drug are linked to the M-CSF through a polymer carrier, 
e.g., dextran. Bonds linking the drug to the carrier should 
be" "cieavable" by the c^emic^^ • 

The M-CSF and a cytotoxic agent may be linked in a 
variety of ways. One way of linking these components is by 
employing one or more standard bifunctional protein 
c r o s s 1 i n k e r s , such as succinimidyl 3-(2- 
pyridyldithio) propionate (SPDP) or succinimidyl acetyl- 
thiopropriate (SATP) . These crosslinkers form stable 
disulfide bonds between the M-CSF and toxin, or other 
cytotoxic agent, and yet are capable of releasing the toxin 
portion of the composition inside the cell, due to cleavage 
of the disulfide bonds by chemicals inside the cell, a.g., 
intracellular glutathione. These linking methods are known 
to those skilled in the art. See, e.g., J. Carlsson et al, 
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giochea. J. , 173:723-737 (1978) and N. Fujii et al, Chea, 
Pharm. 3ul1. , 33:352-367 (1985). See also, A. J. Cumber et 
a1 ' Methods Enzvraol . . 112:207-225 (1985) for other general 
aethods for conjugating toxins to proteins. 

For example, one method according to the invention 
involves making a M-CSF-toxin composition, using a toxin 
having both and A and B chain. The method involves the steps 
of: 

(a) reacting the M-CSF with sufficient crosslinker to 
introduce between 1 to 6 reactive groups per molecule of H- 
CSF. A sufficient amount of crosslinker which can be used 
for this purpose is between approximately 6 to*50 moles of 
crosslinker per mole of M-CSF diner. 

(b) reacting a toxic protein having A and B chain 
subunits connected by. at least one disulfide bond with a 
conventional reducing agent, thereby liberating the chains 
from each other. 

Cc) reacting the derivitized M-CSF of step (a) with the 
liberated A chain subunit of the reduced toxin; and 

(d) separating from the reaction mixture conjugates 
comprising M-CSF linked by disulfide bonds to A chain 
subunits. 

One exemplary growth factor/toxin conjugate is prepared by 
this method, modifying M-CSF with SPDP, followed by 
conjugation of ric'in A chain toxin via a disulfide bond. 

Another method for making the compositions of. the 
present invention involves the following steps: 

(a) reacting the M-CSF with sufficient crosslinker to 
introduce between 1 to 6 reactive groups per molecule of M- 
CSF; 

(b) reacting the derivatized M-CSF of step (a) with a 
holotoxin having A and B subunits attached by at least one 
disulfide bond, the holotoxin being functionalized with a 
protein crosslinker which is preferably attached to the B 
subunit; and 
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(c) separating a conjugate formed by M-CSF becoming 
attached to the 3 subunit from free M-CSF and" toxin in the 
reaction mixture. 

Another manner of linking the components of the 
composition of the present invention is by a genetic fusion 
method. See, for example, United States Patent 4,675,382. 

The compositions of the present invention containing 
both M-CSF and a toxin can be employed in methods for 
treating cancers characterized by over-expression of the 
f ms proto-oncogene/M-CSF receptor gene. Among such cancers 
are acute myelocytic leukemia, ovarian cancer, breast cancer, 
lung cancer, pancreatic cancer and renal cancer. The 
composition of the invention operates by the targeting of the 
c-fms proto-oncogene by the M-CSF portion of the composition. 
Once attached to this receptor, the M-CSF molecule aids in 
transporting the cytotoxic agent through the cell membrane 
and into the cytosol . Inside the cell, the bonds linking the 
cytotoxic agent to the M-CSF are cleaved by chemicals 
naturally within the cell and the agent is released to kill 
the cancer cell. 

The composition of the present invention can be 
administered in a variety of ways including systemically , 
iocally o"r regionally . Desirably "the comp^s~ition is 
administered regionally in vivo . to the site of the 
carcinoma. For example, it can be administered 
intraperitonially, if desired, to contain its distribution to 
the peritoneum for use in treating a suitable cancer, e.g., 
ovarian cancers. Similarly for treating lung cancers, the 
composition could be delivered in the form of an inhalant. 
If desirable, the composition may be administered subcut— 
aneously, such as bathing effected tissue after surgical 
removal of a tumor e.g., for breast cancers. The composition 
may preferably be administered intravesically for instance 
into the bladder. Additionally, the composition can. be 
employed in ex vivo applications, such as "purging" of a 
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mixture of cells removed from a patient, for patients having 
a systemic cancer which is not appropriate for regional 
application. The treatment of patients with acute myelocytic' 
leukemia, for example , could involve removal of bone marrow 
cells from the body. These cells .are then treated outside 
the body with the composition of the present invention to 
destroy a subset of these cells which are overexpressing the 
TOS proto-oncogene. The "purged" cells are then 
reintroduced into the patient. The M-CSF/toxin composition 
of the invention can thereby serve as a purging agent to 
destroy the leukemic cells in the bone marrow of AML patients 
about to undergo autologous bone marrow transplantation. 
Other ex vivo purging treatments may also employ the 
composition of the invention. 

The therapeutic composition for use in this invention 
may be in the form of a pyrogen-free, parenterally acceptable 
aqueous solution. The preparation of such a parenterally 
acceptable protein solution, having due regard to pH, 
isotonicity, stability and the like, is within the skill of 
the art. 

The dosage regimen involved in treating the patient with 
*L^ e ...^P.^PP..® ^A??. A^J-^^A 1 !? _ t<L this invention w ill be 
determined by the attending physician considering various 
factors which modify the action of drugs, e.g. the m condition, 
body weight, sex and diet of the patient, the severity of any 
infection, time of adminis- tration and other clinical 
factors. Additionally, the mode of administration could 
effect the dosage, e.g., ex vivo or jji vivo . Generally, the 
daily regimen should be in the range of 2 to 2000 micrograms 
of polypeptide per kilogram of body weight. 

The following examples illustrate the production of the 
K-CSF polypeptide and the construction of an M-CSF/toxin 
conjugate of the present invention. 
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■EXAMPLE 1 

Recombinant Production of M-CSF 

To express the recombinant M-CSF polypeptide by 
recombinant means, the DNA encoding the polypeptide is 
transferred into an appropriate expression vector and 
introduced into selected host cells by conventional genetic 
engineering techniques. 

Mammalian cell expression vectors for production of M- 
CSF, such as p3ACSF-69, may be synthesized by techniques well 
known to those skilled in this art. The components of the 
vectors, e.g. replicons, selection genes, enhancers, 
promoters, and the like, may be obtained from natural sources 
or synthesized by known procedures. See, Kaufman et al, it. 
Mol - 3iol . f 159 : 511-521 (1982); and Kaufman, Proc. Natl. 
Acad. Sci. . U.S.A. , 689-693 (1985). Suitable cells or 

cell lines, for' the expression of these recombinant M-CSF 
proteins may be Chinese hamster ovary cells (CHO) , monkey 
COS-1 cells or CV-1 cells. The selection cf suitable 
mammalian host cells and methods for transformation, 
culture, amplification, screening and product production and 
purification are known in the art. See, e.g., Gething and 
Sambrook, Nature , 293 : 620-625 (1981), or alternatively, 
Kaufman* et™ "al Mol .""cell V Bi ol .7 T(T)Tr7oO-r759 (19857 or 
Howley et al, U.S. Patent 4,419,446. Other exemplary 
mammalian host cells include particularly primate cell lines 
and rodent cell lines, including transformed, cell lines. 
Normal diploid cells, cell strains derived from in vitro 
culture of primary tissue, as well as primary explants, are 
also suitable. Candidate cells need not be genotypically 
deficient in the selection gene so long as the selection gene 
is dominantly acting. For stable integration of the vector 
DNA, and for subsequent amplification of the integrated 
vector DNA, both by conventional methods, CKO cells may be 
employed. Other suitable mammalian cell lines include but 
are not limited to, HeLa, mouse L-929 cells, 3T3 lines 
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derived from Swiss, Balb-c or NIH nice, BHK or HaX hamster 
cell lines. 

Stable transf ormants are then screened for expression of 
the product by standard immunological or enzymatic assays. 
The presence of the DNA encoding the variant proteins may be 
detected by standard procedures such as Southern blotting. 
Transient expression of the DNA encoding the variants during 
the several days after introduction of the expression vector 
DNA into suitable host cells such as COS-1 monkey cells is 
measured without selection by activity or immunologic assay 
of the proteins in the culture medium. The transformation of 
these vectors into appropriate host cells can result in 
expression of the M-CSF. 

Similarly, one skilled in the art could manipulate the 
sequence. of Fig... 1 by eliminating <pr replacing the mammalian 
regulatory sequences flanking the coding sequence with 
bacterial sequences to create bacterial vectors for 
intracellular or extracellular expression of H-CSF by 
bacterial calls. The DNA encoding the factor may be further 
modified to contain different codons for bacterial expression 
as is known in the art. Preferably the sequence is 
operatively .linked -in-frame -to -a. Jiucleatide-sequence-encoding 
a secretory leader polypeptide permitting bacterial 
expression, secretion and processing of the mature variant 
protein, also as is known in the art. The compounds 
expressed in bacterial host cells may then be recovered, 
purified, and/br characterized with respect to 
physicochemical , biochemical and/or clinical parameters, all 
by known methods. For example, the M-CSF coding sequence 
could be inserted into a known bacterial vector using 
procedures such as described in T. Taniguchi et al., Proc. 
Natl Acad. Sci . ns& r 72: 5230-523 3 (1980). This exemplary 
bacterial vector could then be transformed into bacterial 
host cells and the factor expressed thereby. The various 
strains of E. coli (e.g., HB101, MC1061) are well-known as 
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host cells in the field of biotechnology. Various strains of 
3. subtilis , Pseudomonas , other bacilli and the like may also 
be employed in this method. For a strategy for producing 
extracellular expression of such factors in bacterial cells, 
see, e.g. European patent application EPA 177,343. 

Similar manipulations can be. performed for the con- 
struction of an insect vector [See, e.g., procedures 
described in published European patent application 155,476] 
for expression in insect cells. See, e.g. Miller et al, 
Genetic Engineering , 8.:277-298 (Plenum Press 1986) and 
references cited therein. 

A yeast vector could also be constructed employing yeast 
regulatory sequences for intracellular or extracellular 
expression of M-CSF by yeast cells. Many strains of yeast 
cells known to those skilled in the art are also available as 
host cells for expression of -the polypeptides useful in the 
invention. [See, e.g., procedures described. in published PCT 
application WO 86 00639 and European patent application EP 
123,289.] 

EXAMPLE 2 

An K-CS? Toxin Conjugate 

For" "construction" of an M-CSF toxin conjugate according 
to the invention, the growth factor M-CSF was produced in 
mammalian cells as described in pending U. S. patent 
SN940,362, the disclosures of which are incorporated by 
reference he^einf" and G. G. Wong et al, Science , 235 supra . 
M-CSF (5 ng., 55 nmoles) in 0.1M NaHC0 3 (20 ml) was reacted 
with a 20-fold molar excess of SPDP in ethanol. The reaction 
was allowed to proceed for five hours at 4 degrees Celsius to 
introduce approximately four to six sulfhydryl groups per 
molecule of M-CSF dimer. After removal of excess SPDP the 
derivatized growth factor was reacted with ricin A (15 mg, 
500 nmoles) , obtained from a commercial source, in 50mM 
NaH 2 P0 4 p. 117.5/OIM NaCL. The disulfide bond was allowed 
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to form overnight at 4 degrees Celsius. The resulting M-CSF- 
ricin A chain conjugate was separated from excess ricin A 
chain by gel filtration on a Sepherogel TW TSK-3000 high 
pressure liquid chromatography column to give a mixture of. 
conjugate and M-CSF (7.5 mg) . After two passages through a 
column of Blue Sepharose developed with a gradient of NaCl, 
as described by P. P. Knowles and P. E. Thorpe, Anal . 
Bipchem. , 160 : 440-443 (1987), the conjugate (720 Eg) was 
obtained in a form free of M-CSF and consisted mainly of a 
species with one ricin A chain per M-CSF dimer, 

EXAMPLE 3 

In Vitro Cytoto xicity of M-CSF Toxin Conjugate 

A level of toxicity and specificity for the M-CSF/ricin 
A chain conjugate was determined in a standard soft agar, 
clonogenic assay in a manner .similar to that described by 
Strong et al, Blood , 65: 627-635 (1985) with the NIH 3T3 and . 
NIH 3T3-c-fms cell* lines. The latter line which has been 
described by M. F. Roussel et al, Nature , 325 : 549-552' 
(1987), is M-CSF receptor positive. Each cell line was mixed 
with either conjugate or medium without conjugate (control) 
m agarose and thin layered into Petri dishes. After 
iTTcui3a1iion~~at 37°c in " standard" CO2 latmosph^re "for" a "period of 
14 days, the number of colonies in each dish was counted 
visually. The NIH 3T3-c-fms cells control dishes which did 
not receive the conjugate showed 103 colonies per dish while 
the same cells treated with conjugate at a concentration of 4 
X 10" 8 M gave only 3 colonies. The NIH 3T3 cells, treated 
with conjugate and untreated control cells mixed with medium 
gave 76 and 78 colonies per dish, respectively. 

EXAMPLE 4 

£x Vivo Assay of M-CSF Toxin Conjugate 

The efficacy of the K-CSF/ricin A chain conjugate for ex 
vivo bone marrow purging is tested in a manner analogous to 



WO 89/03687 



PCT/US88/03697 



15 

that described by Strong et al , supra . ' HI myeloid leukemic 
cells (10 3 ) which nay be obtained from the American Type 
Culture Collection, Rockville, Maryland, (ATCC TIB 192) are 
added to murine bone marrow cells (10 5 ) and then treated with 
the M-CSF/ricin A conjugate in the 10~ 7 -- 10~ 12 M range for 
approximately 4 hours at 37C. The percent survival of the 
leukemic cells as well as the monopotent and pluripotent bone 
marrow progenitor cells is determined with a standard colony 
formation assay, T.R.. Bradley and D. Ketcalf, Aust. J . Exp. 
Biol . Med. Sci. , 44 : 287 (1966) to measure, the efficacy and 
specificity, respectively. 

Numerous modifications maybe made by one skilled in the 
art to the methods and components of the present invention in 
view of the disclosure herein. Such modifications are 
believed to be encompassed in the appended claims. 
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WHAT IS CLAIMED IS: 

1. A therapeutic composition for treating carcinoma 
characterized by over-expression of the c-fns proto- 
oncogene/M-CSF receptor gene comprising a M-CSF polypeptide 
conjugated to a cytotoxic agent and pharmaceutical carrier 
therefor. 

2. The composition according to Claim 1, wherein said 
cytotoxic agent is a toxin selected from the group comprising 
double-chain ricin, ricin A chain, abrin, abrin A chain, 
modeccin and modeccin A chain, Pseudomonas aeruginosa 
exotoxin, Cholera toxin, Shigella toxin, E« coli heat labile 
toxin and Diphtheria toxin, mutant toxins thereof, and 
recor±>inant versions thereof. 

3. The composition according to claim 1 wherein said 
cytotoxic agent is selected from the group consisting of 
ribosome-inactivating proteins, pokeweed antiviral protein 
and gelonin, mutant toxins 1 thereof, and recombinant versions 
thereof. 

4. The composition according to claim 1 wherein said 
cytotoxic agent is selected from the group consisting of 
anthracyclines , doxorubicin, daunomycin, vinca alkaloids, 
vindesine, vinblastine, vincristine, methotrexate and 
derivatives thereof, 

5. The composition according to claim 1 where said M-CSF 
polypeptide is conjugated to said cytotoxic agent by a 
heterofunctional protein cross linking agent. 

6. The composition according to claim 5 where said cross 
linking agent is selected from the group consisting of 
succinimidyl 3 - ( 2-pyridyldithio) propionate) or succinimidyl 
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acetylthiopropriate . 



7. The composition according to claim 1 comprising M-CSF' 
conjugated through S?D? to a full ricin molecule. 

8- A method for treating cancers characterized by an 
overexpression of the c-fms proto-oncogene/M-CSF receptor 
protein, comprising regionally administering in vivo to the 
site of said cancer a composition comprising H-CSF linked to 
a cytotoxic agent capable of crossing the membrane of the 
cell bearing said receptor and entering and killing the cell. 

9. A method for treating cancers characterized, by an 
overexpression of the c-fms proto-oncogene/M-CSF receptor 
protein, comprising ex vivo purging of a mixture of cells 
removed. from a patient, said mixture containing said cancer 
cells, with a composition comprising M-CSF linked to a 
cytotoxic agent capable of crossing the membrane of the cell 
bearing said receptor and entering and killing the' cancer 
cells. 

10 : . _ * . c „°??9?Jr^4:9. n _ A°?_' t^atJLng ..carci^om^^^ _by_ 
over-expression of c-fms proto-oncogene/H-CSF receptor gene 
comprising a monoclonal antibody to c-fms gene product/M-CSF 
receptor said monoclonal antibody conjugated to a cytotoxic 
agent and pharmaceutical carrier therefor ♦ 
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Figure 1 

10 20 30 40 50 60 70 

CCTCGGTCCT CTOSGCGCCA GAGOOGCTCT CCGCA1O0CA GGACAGCGGT GOSGCCCTOG GOCGGGGCGC 



80 90 100 110 120 130 140 

CCACTO0GCA GCAGCCRGCG AGQGAGCGAG OGAGCGAGGG GGGO0GAQ3C GO00GGOCEG GAC0CAGCIG 



(-32) 160 175 190 

CCCGT ATC ACC GCG COG GGC GOC GCC GGG CGC TGC OCT CCC ACG ACA TGG CTG 
MET Uir Ala Pro Gly Ala Ala Gly Arg Cys Pro Pro Thr Thr Trp Leu 

205 220 235 (1) 

GGC TCC CDS CTC TIG TIG GTC TGT CIC CIG GOG AGC AGG AGT ATC ACC GAG GAG 
Gly ser Leu Leu Leu Leu. Val Cys Leu Leu Ala Ser Arg Ser lie Ihr Glu Glu 

250 265 280 295 

CTG TOG GAG TAC TCT AGC CAC ATC ATT GGG ACT GGA CAC CIG CAG TCT CIG CAG 

Val Ser Glu iyr cys Ser His MET lie Gly Ser Gly His Leu Gin Ser Leu Gin 

310. 325 340 355 

OGG CTC ATT CAC AGT CAG ATC GAG AOC TOG TCC* CAA ATT ACA TIT GAG TIT CTA 
Arg Leu lie Asp Ser Gin MET Glu Thr Ser Cys Gin lie Bar Rie Glu Pha Val 

370 385 400 

GAC CAG GAA CAG TIG AAA GAT CCA GTC TCC TAC CUT AAG AAG CCA ITT CTC CTC 
Asp Gin Glu Gin Leu Lys Asp Pro Val Cys iyr leu lys Lys Ala Phe Leu Lea 

415 430 445 460 

CTA CAA GAC ATA ATC GAG GAC AOC ATC CGC TTC.AGA GAT AAC ADC COC AAT GCC 
Val Gin Asp lie MET Glu Asp Thr MET Arg Rie Arg Asp Asn Thr Pro Asn Ala 



.475 490 505 

ATC GCC ATT GTC CAG CTC CZG GAA CIC TCT TTC AGG CTC AAG AGC TCC TIC ACC 
lie Ala lie Val Gin leu Gin Glu Leu Ser Leu Arg Leu lys Ser Cys Fhe Thr 

520 535 550 565 

AAG GAT TAT GAA GAG CAT GAC AAG GCC TCC GTC CGA ACT TTC TAT GAG ACA CCT 

lys Asp Tyr Glu Glu His Asp lys Ala Cys Val Arg Thr Rie iyr Glu Thr Pro 

5*0 595 (122)610 625 

CDC CAG TTC CTC GAG AAG GTC AAG AAT GTC TTT AAT GAA ACA AAG AAT CTC CIT 
Leu Gin leu leu Glu lys Val Lys Asn Val Rie Asn Glu Thr lys Asn Dai Leu 

«0 655 670 

GAC AAG GAC TOG AAT ATT TTC AGC AAG AAC TCC AAC AAC AGC TTT GCT GAA TCC 
Asp lys Asp Trp Asn lie Rie Ser lys Asn Cys Asn Asn Ser Rie Ala Glu Cys 
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Figure 1 (Can't) 

685 700 715 730 

TOC AGC CAA GAT GIG GIG ACC AAG OCT GAT TCC AAC TGC CIG TAC OCC AAA GCC 
Ser Ser Gin Asp Val Val Thr Lys Pro Asp Cys Asn Cys Leu Tyr Pro Lys Ala 

745 760 775 

AIC OCT AGC AGT GAC CCG GCC TCP GIC TOC CCT CAT CAG COC CDC GCC CCC TCC 
He Pro Ser Ser Asp Pro Ala Ser Val Ser Pro His Gin Pro leu Ala Pro Ser 

790 605(189) 820 835 

AUG GCC .OCT GIG. OCT GGC TIG AOC TOG GAG GAC TCT GAG GGA ACT GAG GGC AGC 

MET Ala Pro Val Ala Gly Leu Thr Trp Glu Asp Ser Glu Gly Thr Glu Gly Ser 

850 865 880 895 

TOC CDC TIG CCT GGT GAG CAG OCC CIG CAC ACA GIG GAT CCA GGC AGT GOC AAG 
Ser Leu Leu Pro Gly Glu Gin Pro Leu His Thr Val Asp Pro Gly Ser Ala lys 

910 925 940 

CAG OGG CCA COC AGG AGC AOC TCC CAG AGC TIT GAG COG OCA GAG AOC CCA GTT 
Gin Arg Pro Pro Arg Ser Thr Cys Gin Ser Rie Glu Pro Pro Glu Thr Pro Val 

955 .970 985 1000 

GIC AAG GAC AGC ADC ATC GGT GGC TCA OCA CAG OCT CGC OCC TCT GIC GGG GCC 
Val lys Asp Ser Ur: He Gly Gly Ser Pro Gin Pro Arg Pro Ser Val Gly Ala 

1015 1030 1045 

TIC AAC CCC GGG ATG GAG GAT ATT CTT GAC TCT GCA AIG GGC ACT AAT TGG GIC 
Rie Asn Pro Gly MET Glu Asp lie Leu Asp Ser Ala MET Gly Thr Asn Trp Val 

1060 1075 1090 1105 

CCA GAA GAA GCC TCT GGA GAG GCC AGT GAG ATT COC CTA COC CAA GGG ACA GAG 

Pro Glu Glu Ala Ser Gly Glu Ala Ser Glu lie Pro Val Pro Gin Gly Thr Glu 

1120 U_35 1150 1165 

CTT TCC OCC TCC AGG OCA GGA GGG GGC AGC AIG CAG ACA CAG CCC GCC ACA COC 
Leu Ser Pro Ser Arg Pro Gly Gly Gly Ser MET Gin Thr Glu Pro Ala Arg Pro 

1180 1195 1210 

AGC AAC TIC CTC TCA GCA TCT TCT CCA CIC OCT GCA TCA GCA AAG GGC CAA CAG 
Ser Asn Ihe Leu Ser Ala Ser Ser Pro Leu Pro Ala Ser Ala lys Gly Gin Gin 

1225 1240 1255 1270 

COG GCA GAT GTA ACT GGT ACA GCC TIG OCC AGG GIG GGC COC GIG AGG CCC ACT 
Pro Ala Asp Val Thr Gly Thr Ala Leu Pro Arg Val Gly Pro Vol Arg Pro Thr 

1285 1300 1315 

GGC CAG GAC TGG AAT CAC ACC COC CAG AAG ACA GAC CAT CCA TCT GCC CIG CIC 
Gly Gin Asp Trp Asn His Thr Pro Gin Lys Thr Asp His Pro Ser Ala Leu Leu 
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Figure I (Can't) 

1330 1345 1360 1375 

AGA GAC CCX CCG GAG CCA GGC TCP CCC AGG ATC TCA TCA CIG CGC CCC CAG GGC 

Arg Asp Pro. Pro Glu Pro Gly Ser Pro Arg lie Ser Ser Leu Arg Pro Gin Gly 



1390 1405 1420 1435 

CTC AGC AAC CCC IOC ACC CTC TCP GCT CAG OCA CAG CTT TOC AGA AGO CAC TOC 
Lsu Ser Asn Pro Ser Car Leu Ser Ala Gin Pro Gin Leu Ser Arg Ser His Ser 

1450 1465 1480 

TOG GGC AGC GIG CTC CCC CTT GGG GAG CIG GAG GGC AGG AGG AGC ACC A3G GAT 
Ser Gly Ser Val Lsu Pro Lax Gly Glu Lai Glu Gly Arg Arg Ser Dir Arg Asp 

1495 1510 1525 1540 

COG AGG AGC OCC GCA GAG CCA GAA GGA GGA CCA GCA ACT GAA GGG GCA CCC AGG 
Arg Arg Ser Pro Ala Glu Pro Glu Gly Gly Pro Ala Ser Glu Gly Ala Ala Arg 

1555 1570 1585 

COC CIG OCC CGT ITT AAC TOC GTT OCT TIG ACT GAC ACA GGC CAT GAG AGG CAG 
Pro Leu Pro Arg Ffae Asn Ser Val Pro leu Uir Asp Shr Gly His Glu Arg Gin 

1600 1615 1630* 1645 

TOC GAG GGA TOC TOC AGC COG CAG CTC CAG GAG TCT GTC TIC CAC CIG CIG GIG 

Ser Glu Gly Ser Ser Ser Pro Gin Leu Gin Glu Ser Val Phe His Lsu Leu Val 

1660 1675 ' 1690 1705 

O0C ACT GTC AIC CIG GIC TIG CIG GCT GTC GGA GGC CTC TIG TIC TAC AGG TOG 
Pro Ser Vol lie Lsu Val Leu Leu Ala Val Gly Gly Leu Leu £tae Tyr Arg Trp 

1720 1735 1750 

AGG GGG' CGG AGC CAT CAA GAG OCT CAG AGA GOG GAT TOT OCC TIG GAG CAA CCA 
^rg-Arg "Arg-Ser His "Gin Glu-pro-GUi "Arg "Ala Asp-Ser "Pro LoinclU Gin "Pro * 

1765 1780 1795 1817 

GAG GGC AGC OOC CIG ACT CAG GAT GAC AGA CAG GIG GAA CTC OCA GIG TAGAGOGAAT 
Glu Gly Ser Pro Leu Thr Gin Asp Asp Arg Gin Val Glu Leu Pro Val 

1827 1837 1847 1B57 1867 1877 1887 

TCTAAGCTCG AOGCACAGAA C*AGTCTCTOC GTOGGAGGAG ACAITATOGG GCGIOCAOCA aaOOOCTOC 



1897 1907 1917 1927 1937 1947 1957 

CIGGCCATOC TOCTOGAATC TOGIdGCGC TCEAOCAGAG CTCCIGCCTG OCAGGACIGG AOCAGAGCAG 



1967 1977 . 1987 1997 2007 2017 2027 

CCAGGCIGGG GCOOCICICT CTCAAOOOGC AGACCCTIGA CIGAAIGAGA GAGGCCAGAG GA1GCIOCCC 
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Figure 1 (Can't) 

2037 2047 2057 2067 2077 2087 2097 

AJGCIGOCAC TATTTA1TCT GAGCOCTCC^ GGCTCCCATC TCCTIGAGGA AGGCTCGTCA GCOXGCICA 

2107 2117 2127 2137 2147 2157 2167 

GGAOJL'ICLT COCTCAGGGG CIGCACCCTC ClUEtJACTOC CTXXAIGOC CGAACOCAGG OCAGGGACCC 

2177 2187 2197 2207 2217 2227 2237 

AOOGGOCTCT GGTTCCTGGG AAAGCAGGGT GGAOGCIGAG GAGIGAAAGA AXCTCCACC CAGAGGGCCT 



2247 2257 2267 2277 2287 2297 2307 

GCCTCGTGOC AAGCTA1CCC AGCCDGGACA GCXZAIGGACC TCTCTCCAGA GAGAGGAGCC TGAAGTIGTr 



2317 2327 2337 2347 2357 2367 2377 

GGGGOGGGAC AGQGTOGGCC SGATTTOOOG TAAAGGIGTC CAGOCTGAGA GAOGGGAAGA GGAGGCCTCT 



2387 2397 2407 2417 2427 2437 2447 

GGACCJGCIG GICIGCACIG ACAGOCTCAA GGCTCTACAC CCTOGGCTCA CCEAAGTCCC CIXJTGCB37T 



2457 2467 ■ 2477 2487 2497 2507 2517 

TCCCAGGCGC AGAGGGGAGG OCTGCCCI G C CCTCAGGACC TCCCTCAOCT GCCAGTGATC CCAAGAGGGG 



2527 2537 2547 2557 2567 2577 2587 

GATCAAGCAC TCGCCTCTGC OCOXXTCTT TCXSGCACCT GCCAGAGCIT CTOQGGAGG CC^AGCAGAG 



2597- 2607 2617 2627- 2637 2647 2657- 

GCrXXXTTCA TCAAGGAAGC CA1TCCACIG TCAACACICT ACCTGOCIGC TGAACAGOCT GO000QCT0C 



2667 - 2677 2687 2697 2707 2717 2727 

ATOC31GAGC CfiGCAlOQGrT UU^IOZTIJCA CTCTOCAGCC ICT0O0CAGC CTXTCCACT GAGCTOGOCT 



2737 2747 2757 2767 2777 2787 2797 

CACCAGTOGA CTGAGGGAGC CCCTCAGOCC IGAOCITCIC CTCAOCIGGC CTITCACrOC OOGGAGTOGA 



2807 2817 2827 2837 2847 2857 2867. 

CT3GQGIGGG AGAAOCTOCT GGGOOGCCAG " CCAGAGO0GG TdTTAGGCT GIGTIGTTOG OOCAGGITTC 



2877 2887 2897 2907 2917 2927 2937 

TCCATCTIGC ACTTIGACAT TOOCAAGAGG GAAGGGACTA GIGGGAGAGA GCAAGGGAGG GGAGGGCACA 
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Figure 1 (Can't) 

2947 2957 2967 2977 2937 2997 3007 

GACAG&GAGG CIACAGGGOG AGCTCTGACT GAAGATGGGC CTITGAAA1IA TAGGTIATCCA CCIGAGGTIG 



3017 3027 3037 3047 3057 3067 3077 

GGGGAGQGIC TCCACTOOCA AAOCOCZAGOG CACTGTOCIT T00CTCCTGC QSACAGGAAC CIQGGGCTCA 



3037 3097 3107 3117 3127 3137 3147 

GCAGC7ITAIC CCTCTCAGGA GCOCTOGACT GGGCIGCATC TCAGOOCCAC CIGCAIGOTA TCCAGCTCOC 

3157 3167 3177 3187 3197 3207 3217 

AiazAcricr cadccttctt tcctocigac citcctcagc AGTCATCADC TOCAACICTC ACCCACOCQC 



3227 3237 3247 3257 3267 3277 3287 

TCEACCATCA CCTCEAACCA GGCAAGOCAG GGIGGGAGAG CAATCAGGAG AGCCAGGOCT CAGCETCCAA 



3297 • 3307- 3317 3327. 3337 3347 3357 

TCOCTCGAGG GOCTOCACIT TCTCGOCAGC CIGTOGTOGT GGCTCTCAGG CCTAGGCAAC GAGOGACSGG 



3367 3377 3387 3397 3407 3417 3427 

GCICOCAGIT GOTOCOTGGT TCXTITGTCC TCCTGTOIGC CICCTCICCT GOGGCaZITT GTOCTCCGCT 



3437 3447 3457 3467 . 3477 3487 3497 

AAGAGACCCT GOOCTACCIU GCOGCIGGGC OCCGTCACTT TULTTiUJlU CCCAGGAAAG TCAGGGTO3G 



3507 3517 3527 3537 3547 3557 3567 

CIGGODCCAC CITCrCTCIC CTGATCGCGA CAGdTAGGG AAGGGCAGIG AACTTGCATA TCGGGCITAG 



3577 3587 . 3597 3607 3617 3627 3637 

OCTTCIACTC ACAGCCTCTA TATTIGATCC TAGAAAACAC ATAl'iTl'-LAA A1T3GAAGAAA AATAAAAAGG 



3647 3657 3667 3677 3637 3697 3707 

itaioGoocr aoctiaaaca tataatatit taaaggtcaa aaaagcaatc caacocacig 



3717 3727 3737 3747 3757 3767 3777 

CAGAAGCTCT TTITCAGCAC TTGGIQGCRT CAGAGCAGGA GGAGCOOCAG AGCCAOJICT GGTCTOOOCC 

3737 3797 3807 3817 3827 3837 3347 

CAGGCTAOCT GCTCAGGAAC OCCITCItJIT CTUIGAGAAG TCAAGAGAGG ACAITGGCTC ACGCACTGTG 
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Figure 1 (Can't) 

3S57 3867 3877 3887 3397 3907 3917 

AGATTITCTT TITATACTTC GAAGT3GTGA Ai'iai'iTIAT AIAAAGTCAT TTAAAIATCT AinaAAAGA 



3927 3937 3947 3957 3967 3977 

TAGGAAGCIG CTIATAIA1T TRATAAIAAA. JCAAGTCCAC AAGCTCOCGT IGACGERGCT CGAG 
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